A strategy based on electrospray ionisation (ESI) in negative mode coupled with quadrupole-time of flight (Q-ToF) detection techniques was adopted to characterise some samples of shellac resin. Flow injection analysis (FIA) was used to investigate the distribution of the components of the resin. Eight groups of compounds with increasing masses were detected and assigned to free acids, esters and polyesters with up to eight units. High pressure liquid chromatography (HPLC) enabled the compounds to be chromatographically separated. Accurate molecular masses and tandem mass (MS/MS) spectra interpretation were used to characterise the different compounds, assigning and/or suggesting molecular structures. In some cases, highly detailed information about the ester linkages was provided by the MS/MS spectra, enabling the different isomers to be distinguished. Oxidation products were also identified in the samples and differences were observed in terms of hydrolysis and oxidation. In addition to providing the first characterisation of shellac by HPLC-ESI-Q-ToF and an atlas of MS/MS spectra of shellac components, this work demonstrates the suitability of the proposed strategy for characterising the resin, and provides the identification of previously unknown degradation products and minor components. This represents a significant step forward in the chemical knowledge of this material.
and sesquiterpenoid acids, i.e.; jalaric and laccijalaric acids. The relative amounts of these acids and the manner in which the corresponding esters are formed differ for the "soft" and "hard" resin, with the "soft" resin generally having a lower molecular weight and the "hard" resin constituting the backbone of the material 8, [10] [11] [12] [13] [14] [15] . Minor compounds are also present among the hydroxyaliphatic acids, such as 6-oxotetradecanoic acid, 16-hydroxyhexadecanoic acid, 6-hydroxyhexadec-9-enoic acid, 9,10-dihydroxytetradecanoic acid and 9,10-dihydroxyhexadecanoic acid 16 . 8-hydroxyacids have also been detected as shellac components 6 . With regards to the terpenoid acids, the disproportionation products of jalaric and laccijalaric acids are usually detected 8, 10, 17, 18 . In these compounds the original aldehyde group is substituted by a hydroxyl or carboxyl group. The reduction of jalaric acid produces laksholic acid and the oxidation produces shellolic acid. Laccilaksholic and laccishellolic acids are the corresponding products of the reduction and oxidation of laccijalaric acid. The species are present in both epimeric forms 10, 17 . These molecules are produced via a Cannizzaro-type reaction, which occurs in alkaline conditions, i.e. during the saponification step usually needed to cleave the ester bonds for subsequent analysis of the resin by GC-MS 8 . However, shellolic and laccishellolic acids are also original components of the resin 17 , produced to a lesser extent by the natural oxidation of aldehyde moieties with ageing.
In terms of chemical analysis, FT-IR 19 , Raman 20 and fluorescence 3 spectroscopies have been successfully applied for the identification of shellac. However, these techniques fail in the specific identification of aged natural resins or in the presence of complex mixtures 21 . GC-MS and Py-GC-MS have enabled detailed information to be obtained on the constituting acids of the resin at the molecular level 6, 17, 18, 22, 23 . Phenomena taking place with ageing, including crosslinking, inter-molecular esterification and formation of unsaturated compounds, were also highlighted 18, 19 . Due to the macromolecular nature of shellac, gas chromatography requires chemical or thermal pre-treatment, in order to obtain components suitable for gas chromatographic analysis. As a result, information on the macromolecular composition of the resin is inevitably lost.
HPLC-MS is a powerful state-of-the-art technique suitable for the analysis of large and polar molecules, which can be obtained from the sample after minimal pre-treatment. It is used routinely for the analysis of many materials in samples collected from works of art 24, 25 . Preliminary investigations on shellac by HPLC-MS have been performed previously 18, 26 . In these cases the resin was analysed after solvent extraction, which enabled the preservation of important and informative bonds between molecules, thus allowing a few ester structures to be accessed and investigated. However, the potential of the technique to provide a more thorough characterisation of the resin was not explored.
In this work, this methodology is taken a step further, for the first time, to provide a complete characterisation of a reference sample of shellac by FIA-ESI-Q-ToF and HPLC-ESI-QToF, enabling the composition of this material to be investigated at the molecular level, and both ester structures and the nature of some previously unidentified degradation products to be clarified.
To verify the applicability of this approach to aged shellac samples and for a preliminary exploration of the feasibility of this methodology to probe the nature of the changes in molecular structure and composition as a result of the ageing process, two historic shellac samples from the natural history collection of the Salvemini Collection in Florence were also investigated and the results compared with the reference material.
Results and Discussion
Reference sample -sample S0 from the British Museum collection. FIA-ESI-Q-ToF. Figure 1a shows the overall mass spectrum obtained by FIA analysis of sample S0. The spectrum showed eight main m/z clusters, i.e.; ~240-305 m/z, 500-600 m/z, 730-850 m/z, 1040-1150 m/z, 1300-1400 m/z, 1600-1700 m/z, 1850-1950 m/z, 2150-2300 m/z. Assignments for some of the main m/z peaks observed in the FIA-ESI mass spectrum are reported in Table 1 . These assignments were suggested based on high resolution mass measurements, which enabled the chemical formulas to be identified. The mass differences expressed in ppm -diff(ppm) -between experimental and calculated mass values are also reported in Table 1 . The instrumental accuracy in mass measurements resulted in a diff(ppm) always below 2 ppm, with the exception of a few cases where it resulted between 2 and 3 ppm. Considering that 2 ppm of 500 u corresponds to 0.001 u, the uncertainty of the measurement is related to the third decimal digit for molecules whose molecular weight is above 500 u. On the other hand, for molecules whose molecular weight is below 500 u, the uncertainty of the measurement is related to the fourth decimal digit. This means, from a theoretical point of view, that the fourth decimal digit can be mathematically exploited for the identification of molecules whose molecular weight is below 500 u, whereas the third decimal digit should be considered for molecules whose molecular weight is above 500 u. However, as the diff(ppm) in our results was in most cases much lower than 2 ppm, the fourth decimal digit was considered for molecules up to ca. 900 u weight. Therefore, in this article m/z values below 900 are presented with four decimal digits, whereas m/z values above 900 are presented with three decimal digits. It has to be underlined that high resolution mass measurements are generally not sufficient for the identification of a molecule, as one chemical formula can correspond to several isomers. Table 1 contains more data than the simple assignments of FIA-ESI-Q-ToF data to chemical formulas. These represent the summary of all findings of the paper, which are fully discussed in the following paragraphs.
Free acids, esters and polyesters composed of up to eight units were detected, in agreement with the shellac composition reported in the literature 15 . Details of the clusters identified by FIA for sample S0, showing the experimental mass values, are shown in Fig. 1b The relative abundance of the clusters observed should not be taken as indicative of the actual quantitative composition of the resin, as the ionisation yields of different compounds is likely to differ. In addition, as the size of the molecules increases, the possibility of multiply charged ions being formed in the ESI source also increases.
HPLC-ESI-Q-ToF.
Methanol extracts of all the samples analysed produced very complex Total Ion Current (TIC) chromatograms ( Figure S1 of the Supplementary Information). HPLC-ESI-Q-ToF analyses enabled the MS/MS spectra to be acquired. Although the ultimate identification of a molecule is achieved by the comparison of its retention time, accurate mass and MS/MS spectrum with that of a standard molecule, this was not possible in our case, as standard molecules of most shellac components are not commercially available. However, aleuritic acid is commercially available and it was analysed. The comparison of the retention time, the accurate mass and the MS/MS spectrum confirmed our interpretation and is shown in Figure S2 of the Supplementary Information. For the other molecules, the study of MS/MS fragmentation patterns 27, 28 , together with high resolution mass measurements, helped recognition of the main shellac free sesquiterpenoid and aliphatic acids 6, 22 . Generally, the interpretation of the MS/MS fragmentation was also crucial in elucidating the molecular structure of the esters, sometimes allowing differentiation between isomers. Molecules never reported in the literature were also detected, and again, MS data interpretation was used to hypothesise structures. The distinction between epimers, The exact order in which the acids are linked in the polyester was not ascertained.
e.g. shellolic and epishellolic acids, was only tentative. For such molecules, two compounds were present with very similar MS/MS spectra and we assumed that these were the two epimeric forms. Figure 2 reports the Extracted Ion Chromatograms (EICs) for sample S0, showing the presence of chromatographic peaks ascribable to free acids, esters, diesters, triesters, tetraesters, pentaesters, hexaesters and heptaesters. Table 1 lists peak attribution, together with selected details of the fragmentation observed in the MS/ MS spectra acquired with negative ionisation. The MS/MS spectra are reported in the Appendix (Supplementary Information).
Among the free acids, butolic acid showed the chromatographic peak with the highest relative abundance, as a consequence of its ionisation yield, and the fact that this acid is considered to be poorly included in the backbone of shellac, instead functioning as a plasticiser 8 . Peaks ascribable to esters dominated the chromatogram. Jalaric-aleuritic and laccijalaric-aleuritic esters gave the most abundant peaks among the monoesters, in agreement with the literature reporting that these three acids are the main components of shellac 15 . Significant relative abundances were also shown by the esters of 9,10-dihydroxytetradecanoic acid and 16-hydroxyhexadecanoic acid with sesquiterpenoid acids. These hydroxyacids have been reported to be present as minor components of shellac analysed following saponification 16 . As the number of units increases in the polyesters, an increase in the number of isomers was observed. This resulted in a general broadening of the peaks for high masses, as the isomers were not completely chromatographically resolved. For this reason, the retention times used to indicate the compounds in Table 1 refer to the most relatively abundant isomer. Only in the case of clearly different MS/MS spectra acquired, more than one isomer is reported. The distinction between isomers in terms of bond positions was sometimes impossible, but the order by which the constituting units were linked was determined in most cases up to the tetraesters. MS data interpretation is discussed in detail in the following paragraphs.
Sesquiterpenoid and hydroxyaliphatic acids. The fragmentation pattern of sesquiterpenoid acids showed the typical losses of 43.9898 u (CO 2 ), 30.0106 u (CH 2 O), 27.9949 u (CO) and 18.0106 u (H 2 O) 29 , derived from the loss of their functional groups, as shown in Fig. 3a for jalaric acid. These masses are calculated masses. These do not always correspond to the experimental masses reported in the figures. However, the difference between the two masses is below 2 ppm in most cases. Lower m/z values corresponded to further cleavage of sesquiterpenoid structures. Some tentative structures for the fragment ions are shown in Fig. 3a .
The MS/MS spectra obtained for aliphatic hydroxyacids, such as butolic acid, aleuritic acid and their derivatives also showed neutral losses of H 2 O and CO 2 molecules. In addition, fragment ions produced by the cleavage at locations corresponding to the hydroxyl positions were present in the MS/MS spectra (Fig. 3b ) 27 . As an example, the fragment ion with m/z 171.1027 (C 9 H 15 O 3 − ) derives from the cleavage between C 9 -C 10 ( Fig. 3b) , thus indicating the presence of a hydroxyl group at the C 9 position. This fragment ion is present in all the 9,10-dihydroxycarboxylic acids (Table 1, Appendix).
Among the free acids, a series of molecules was detected, whose masses did not correspond to any of the shellac components reported in the literature. All these compounds showed a 2 u (-H 2 ) mass difference compared to the main shellac components (laccijalaric, jalaric, shellolic, butolic, aleuritic acids). The interpretation of the MS/MS spectra of these compounds led to the hypothesis that the hydroxyl group of the terpenoid acids had undergone an oxidation reaction, leading to the formation of a keto group, as shown in Fig. 4 . For jalaric acid and shellolic acids, which contain two hydroxyl groups, the oxidised position was most likely the one on the ring, as the formation of a keto group at the indicated position results in a stable bond conjugated with the double bond on the sesquiterpenoid ring. Similar oxidation reactions were also observed for butolic and aleuritic acids. The compounds produced by this reaction are referred to as oxidised acids in Table 1 and their mass spectra are reported in the Appendix. 6-oxotetradecanoic acid, an oxidation product of butolic acid, is the only one of these compounds already reported in the literature 16 . Similarly, an oxidised aleuritic acid was also detected. The MS/MS spectrum (Appendix) suggested that the oxidation could have occurred on the hydroxyl group at the C 10 position. In fact, the fragment ion with m/z 171.1027, indicating the hydroxyl group at the C 9 position, was present in the spectrum. On the contrary, the fragment ion with m/z 201.1120 (C 10 H 17 O 4 − ), present in the MS/MS spectrum of aleuritic acid (Fig. 3b) and indicative of the hydroxyl group at the C 10 position, was absent. Moreover, the presence of the fragment ion with m/z 99.0830 (C 6 H 11 O − ) was most likely formed by the cleavage between C 10 and C 11 . If a keto group was present at the C 16 position, this fragment would have resulted in a C 6 H 9 O − ion with m/z 97.0659. Esters. The MS/MS spectra of the esters generally showed the deprotonated molecules and were dominated by the fragment ions produced by the cleavage of the ester bond. Fragment ions ascribable to the fragmentation of the sesquiterpenoid acids were also often present. Polyhydroxyaliphatic acids and sesquiterpenoid acids can form esters via different pathways. In the case of aleuritic acid, the most common ways are by reaction of the carboxylic group of the aleuritic acid with the hydroxyl group of the sesquiterpenoid acid, or reaction of the hydroxyl group at the C 9 position of aleuritic acid with the carboxylic group of the sesquiterpenoid acid 13 . It has also been shown that the frequency of the former bond is twice more abundant than the latter one 13 . In our results, isomers were commonly found with both slightly different retention times and abundances of m/z peaks in the MS/MS spectra. In some cases, the interpretation of the MS/MS spectrum was straightforward, as one main fragmentation pathway was evident, as shown in Fig. 5a for the ester between jalaric and aleuritic acids. In other cases, the fragmentation was slightly more complex, and the MS/MS spectra showed additional m/z peaks, as shown in Fig. 5b for an isomer of the ester between jalaric and aleuritic acids. According to the relative abundance of the isomers and to the relative ability of the carbonyl unit to accommodate the negative charge, we believe that in the former case the carboxylic group of the aleuritic acid is involved in the ester bond, whereas in the latter case the carboxylic group of the sesquiterpenoid acid is involved in the ester bond.
Diesters. Several isomers were generally detected for each diester and, in most cases, MS/MS spectra enabled the molecular structures to be established. In principle, we can expect several possibilities, including A-B-B,  A-B-A, A-B-C, A-C-B, B-A-C, etc. configurations, where the letters indicate the different constituting acids. The fragment ion observed at the highest m/z values is indicative of the cleavage at the side position of the diester. In A-B-A configurations, the same molecule occupies the side position, thus resulting in a single fragmentation peak in this region of the spectrum. As an example, the spectrum of jalaric-aleuritic-jalaric diester, reported in Fig. 6a , shows a single peak at 565.3386 m/z (calculated mass 565.3382), resulting from the loss of a jalaric acid, and a peak at m/z 303.2182 (corresponding to the mass of aleuritic acid -calculated mass 303.2177), resulting from the loss of the other jalaric acid unit.
In A-B-B or A-B-C configurations, two different molecules occupy the side positions; therefore two fragment ions are expected. This is the case of the jalaric-aleuritic-butolic diester, which shows a m/z peak at 549.3433 (calculated mass 549.3433) deriving from the loss of butolic acid and a m/z peak at 529.4107 (calculate mass 529.4110) deriving from the loss of jalaric acid, as shown in Fig. 6b . Also in this case, the second fragmentation reveals the nature of the central molecule (aleuritic acid). In some other cases where butolic acid occupies the side position, the fragment ion deriving from its loss presented very low relative intensity. It has to be noted that aleuritic acid and its derivatives proved to always occupy the central position (see Appendix).
Triesters. MS/MS spectra of triesters showed similar features to those observed for diesters. Three main fragmentations were observed, corresponding to the three ester bonds between the constituting molecules. However, the number of possible configurations dramatically increases. Generally, the higher the level of symmetry of the molecule the simpler the MS/MS spectrum appears, as different fragmentations result in the same fragment ions. However, the same fragment ions can be produced by both subsequent and parallel fragmentation pathways, and this has to be considered when trying to interpret the spectra. The relatively most abundant triester presented two jalaric acid and two aleuritic acid units (Fig. 7) . It has been hypothesised that in this ester sesquiterpenoid and aliphatic acids present a A-B-A-B configuration 15, 22 , but our MS/MS data indicate that the A-B-B-A configuration is more likely. In fact, the fragment ion with m/z 589.4311 (calculated mass 589.4321) is only produced by two esterified aleuritic acids and this was recurrent in the MS/MS spectra of many triesters (Fig. 7, Table 1 and Appendix). Triesters with other configurations, such as A-B-B-C and A-B-C-D were also observed, and for most of them the aliphatic acids occupied the central part of the molecule.
Tetraesters. With regards to the tetraesters, two main configurations of molecules were detected: A-B-C-B-A, where A is a sesquiterpenoid acid, B is aleuritic acid and C is butolic acid, and A-B-A-B-A, where A is a sesquiterpenoid acid and B is aleuritic acid. Figure 8 presents the MS/MS spectra of two of these compounds. Based on the observed fragmentation, the first one was ascribed to jalaric-aleuritic-butolic-aleuritic-jalaric tetraester (Fig. 8a) , Table 1 . The EIC of butolic acid is not reported, as its abundance was one order of magnitude higher than the other free acids.
and the second to jalaric-aleuritic-jalaric-aleuritic-jalaric tetraester (Fig. 8b) . Also in these cases, some specific fragment ions enabled the order of the constituent acids to be determined. In particular, the fragment ions with m/z 565.3392 (calculated mass 565.3382) and 529.4109 (calculate mass 529.4110) derive from jalaric-aleuritic and aleuritic-butolic fragments, respectively, indicating that these must be linked together. The co-presence of fragment ions with m/z 791.5310 (calculated mass 791.5315) and 815.6268 (calculated mass 815.6254) generally reveals that jalaric-aleuritic-butolic and aleuritic-butolic-aleuritic fragments are both present in the molecule. Aleuritic-jalaric-aleuritic and jalaric-aleuritic-jalaric fragments produce m/z peaks at 851.5526 (calculated mass) and 827.4587 (calculated mass), respectively.
The A-B-B-B-A configuration was also observed to a minor extent, as the jalaric-aleuritic-aleuritic-aleuritic-jalaric tetraester was identified (Table 1, Appendix).
Other components. Pentaesters, hexaesters and heptaesters were also detected, but the exact configurations were not ascertained based on MS/MS data interpretation (Appendix). This was sometimes due to the low relative abundances of some m/z peaks in the MS/MS spectra. Moreover, as the size of the molecules increases, fragment ions deriving from reconfigurations in the collision cell are also possible and this further complicates the interpretation. For these reasons, the order of the acids used to describe these polyesters in the figures and tables is only hypothetical and needs further confirmation.
It was also interesting to note that butolic acid was frequently found as a polyester component. This suggested that, in addition to its plasticiser function 8 , some structural function might be played by the molecule as well. Interestingly, butolic acid was only found in the odd-number polyesters.
Historic samples -samples S1 and S2 from the Salvemini collection (Florence). The overall mass spectra obtained by FIA analyses of samples S1 and S2 are shown in Fig. 9 . In comparing the results to those obtained for sample S0, the main difference observed was the absence of the m/z cluster peaks corresponding to polyesters with seven and eight units. Additionally, especially for sample S2, the relative abundances of the m/z peaks corresponding to free acids were higher compared to sample S0. This might be interpreted as indicative of the occurrence of hydrolysis in these aged samples, resulting in the partial cleavage of ester bonds and consequent release of free acids. It has to be underlined that, if further esterification and cross-linking had occurred over time, as sometimes suggested in the literature as a possible result of ageing 18, 19 , ESI ionisation might not be able to distinguish it. In-source fragmentation of very high molecular weight polymers, in fact, is possible, leading to the formation of fragment ions with the same m/z of free acids and oligoesters.
The observations were confirmed by the results obtained by HPLC-ESI-Q-ToF ( Figure S1 , Supplementary Information). Free acids were relatively more abundant in samples S1 and S2 compared to sample S0, as observed in the first part of the chromatograms. In addition, the peak of butolic acid showed a remarkably high relative abundance in sample S2, as also observed in the FIA results, reflecting a difference in the composition of this sample compared to the others.
A slight increase in the relative abundance of shellolic acid, laccishelloic acid and related compounds was observed in samples S1 and S2 in comparison with sample S0. This has already been reported as a common finding in aged shellac, resulting from the oxidation of jalaric and laccijalaric acids 6 . The oxidised compounds with a keto group identified in sample S0 (Fig. 4) showed higher relative abundances in sample S2 compared to samples S0 and S1, whereas they showed lower relative abundances in sample S1 compared to sample S0. Therefore, the presence of these oxidised products does not seem to be related only to the natural ageing of the resin, but is also likely to reflect differences in the natural composition of the resin, or different treatments undergone by the original sticklac to produce the shellac. 
Conclusions
The combined use of FIA-ESI-Q-ToF and HPLC-ESI-Q-ToF proved to be a powerful strategy for the molecular characterisation of shellac resin. The abilities of Q-ToF to provide high resolution mass measurements and the acquisition of highly informative tandem mass spectra enabled the main acid components of shellac (sesquiterpenoid and polyhydroxyaliphatic acids) to be identified, and minor sesquiterpenoid and polyhydroxyaliphatic acids to be detected and their molecular structures to be elucidated or hypothesised. In addition, esters and polyesters constituted by up to eight acid units were also detected and their structures, when possible, suggested, discussing the way sesquiterpenoids and polyhydroxyaliphatic acids are linked to one another. The possibility to investigate the constituting polyesters and their structures represents a major advancement with respect to the most commonly applied techniques (GC-MS and Py-GC-MS), which require the cleavage of the ester bonds, thus completely losing any structural information.
Some compounds were also detected for the first time, and the MS data interpretation revealed that these resulted from the oxidation of hydroxyl moieties of aleuritic, butolic, jalaric, laccijalaric and shellolic acids. Naturally aged historic shellac samples showed different profiles in terms of relative abundances of free acids and their oxidation products. FIA-ESI-Q-ToF data suggested that macromolecular components are significantly affected by ageing, mainly in terms of hydrolysis of ester bonds.
This work represents a first methodological advance in the application of HPLC-MS to the characterisation of shellac resin and further developments can be achieved, especially considering the wide-ranging applications of this material. In addition, the method can be potentially applied to the characterisation of other natural resins, possibly providing significant additional information.
Materials and Methods
Chemicals and reagents. Methanol (Sigma Aldrich, HPLC grade, purity ≥ 99.9%), acetonitrile (VWR, HiPerSolv CHROMANORM, HPLC grade, purity ≥ 99.9%), formic acid (Sigma Aldrich, eluent additive for LC-MS) and aleuritic acid (Alfa Aesar, purity 95%) were used as received. Two samples of historic shellac, dating back to the early 19 th century (samples S1 and S2), were provided by the natural history collection of the Salvemini Collection in Florence. Two small flakes of pure material were examined. Sample S1 was taken from a piece of shellac from East India. The provenance of sample S2 is not known, although it is supposed to come from East Asian Portuguese colonies.
A reference sample of aleuritic acid was also analysed by HPLC-ESI-Q-ToF.
Sample preparation. Samples (ca. 0.5 mg) were dissolved in 400 µL of methanol by heating them at 40 °C for 1 h. Complete dissolution of the sample was observed, in accordance with the literature 18 . After centrifugation, the supernatant was transferred to a fresh 250 µL insert and 10-20 µL of the solution were analysed.
FIA-ESI-Q-ToF. Aliquots (20 µL) of the methanol extracts were injected into the FIA-ESI-Q-ToF system with an eluent mixture of 90% acetonitrile with 0.1% formic acid and 10% water with 0.1% formic acid at 0.4 mL/min flow rate.
Analyses were carried out using a 1260 Infinity HPLC (Agilent Technologies), coupled to a 1100 DAD detector (Hewlett-Packard) and a Quadrupole-Time of Flight tandem mass spectrometer 6530 Infinity Q-ToF detector (Agilent Technologies) by a Jet Stream ESI interface (Agilent Technologies).
The ESI was operated in negative mode and the experimental conditions were: drying gas (N 2 , purity > 98%): 350 °C and 10 L/min; capillary voltage 4.0 KV; nebulizer gas 40 psig; sheath gas (N 2 , purity > 98%): 375 °C and 11 L/min.
High resolution MS data were acquired in the range 100-3000 m/z. The fragmentor was kept at 150 V, nozzle voltage 1000 V, skimmer 65 V, octapole RF 750 V.
HPLC-ESI-Q-ToF.
Aliquots of the methanol extracts were analysed by HPLC-ESI-Q-ToF. Experimental conditions were: Zorbax Extend-C18 column (2.1 mm × 50 mm, 1.8 μm particle size); 0.4 mL/min flow rate; 10 μL injection volume for MS experiments and 20 μL for MS/MS experiments; 40 °C column temperature. Separation was achieved using a gradient of water with 0.1% formic acid (eluent A) and acetonitrile with 0.1% formic acid (eluent B). The elution gradient was programmed as follows: initial conditions 95% A, followed by a linear gradient to 100% B in 10 min, and then held for 2 min. Re-equilibration time for each analysis was 10 min.
ESI conditions and acquisition parameters of MS data were the same described for FIA analyses. For the MS/ MS experiments, different voltages in the collision cell were tested for Collision Induced Dissociation (CID), in order to maximise the information obtained from the fragmentation. The collision gas was nitrogen (purity 99.999%). The data were collected by targeted MS/MS acquisition with an MS scan rate of 1.0 spectra/sec and an MS/MS scan rate of 1.0 spectra/sec. MassHunter ® Workstation Software was used to carry out mass spectrometer control, data acquisition, and data analysis.
Data availability. All data generated or analysed during this study are included in this published article (and its Supplementary Information files). 
